Alcohol is one of the most consumed psychoactive substances in the world, and the negative impact related to alcohol use has become a worldwide public health issue. Alcohol is able to affect diffusely several areas of the Central Nervous System, which could impair visual functions, including eye movements, and cognitive processes. The objective of the present study was to investigate the effects of moderate alcohol intake in eyes movements, as an indicator of cognitive processing underlying the visual search in a the Maze task. We investigated the concentration of 0.08% blood alcohol concentration (BAC), using an intrasubject, double-blind, and placebo-controlled experimental design with a sample size of 20 young adults (11 men and nine women). All volunteers participated in both conditions, i.e., alcohol (0.08%) and placebo (0.00%), in a counterbalanced order. We use the Tobii TX300 eye tracker to evaluate eye movements during completion of Visual Maze Test. The results showed significant differences in the following eye movement patterns: the first fixation latency, number and duration of fixations (mean and total), the number and duration of saccades (mean and total), and the total execution time in the test. In addition, we investigate the areas of interest (AOI), decision points in which the participant must decide which course to follow. We verified that the participants in the alcohol condition had a significantly greater number of fixations in both AOI, in comparison to the placebo condition. Overall, our findings confirm that moderate doses of alcohol can change the eye movements of young adults. These alterations may evidence the influence of alcohol in cognitive processes, such as flexibility, attention, and planning, which are required during resolution of Maze Task.
Introduction
The consumption of alcoholic beverages is popular worldwide, and it is considered a public health issue due to the serious long-term personal, social, and economic damage [1] [2] [3] . In
The method of eye movement tracking has been performed to evaluate distinct motor, perceptual and cognitive process under the influence of alcohol. For instance, Abroms, Gottlob, and Fillmore evaluate the effects of moderate alcohol ingestion on inhibitory control (intentional and automatic) over selective attention [17] . In this study, the task performance was tested under three doses of Absolute alcohol, 0.0 (placebo), 0.45, and 0.65 g/kg. The participants were to perform a horizontal saccade in the direction of a target, and selective attention was measured by the fixations and saccadic movements during the performance of the task. The results showed that attention processing dependent on the eye intentional inhibitory control may be susceptible to the harmful effects of a moderate dose of alcohol (for more information on automatic inhibitory control, see Jasinska [26] .
Another study conducted by Marinkovic et al. evaluates the effects of a moderate dose of alcohol (0.6 g/kg alcohol for men and 0.55 g/kg for women) on oculomotor system through the inhibition of saccadic responses. To that end, eye tracking was performed during the execution of visually guided saccades into a target and anti-saccades from the same target. The results suggested that alcohol intoxication may impair top-down regulative functions by increased saccades, decreased self-control, that is reduced guided visual behavior toward a goal [5] .
Among the possible consequences of alcohol use, Lawrence, Luty, Bogdan, Sahakian and Clark also emphasize that individuals may present impairment in the ability to make decisions [27] , a function which involves choosing between two or more competing alternatives, and in which other cognitive processes are involved, such as flexibility, inhibitory control, attention, planning, among others [28] . Although the majority of studies that evaluate the relationship between alcohol intake and decision making using cognitive tests [29] [30] , eye tracking has been used in the analysis of the ability to choose [31] , however there is a scarcity in the literature of studies that survey the effects of alcohol in decision making from parameters of ocular movements.
According to Krajbich, Armel and Rangel, the evidence that helps during a decision, is accumulated during the fixations, indicating that attention plays an active role in the choice process [3, 24] . In addition, it is during the fixations that we plan the orientation and direction of the next saccade, indicating the existence of cognitive processing [32] . From this perspective, the need for a greater number of fixations may indicate a lower efficiency of the information cognitive processing during a visual search [33] . Studies assessing eye movements are considered relevant due to the essential role of the eye movements in acquiring information while processing visual stimuli, allowing us to analyse how visual information is acquired, represented, and stored, providing a direct and instant measurement of cognitive processes, such as attention and decision making [16, 34, 35] .
Thus, bearing in mind that the alcohol is able to affect diffusely several areas of the central nervous system, which could impair the cognitive, motor and perceptual skills [7] , we hypothesized that young adults under the influence of a moderate dose of alcohol may present subclinical alterations in their eye movements, which may indicate impairment in cognitive processing, compared to the performance of these individuals in the placebo condition [5, 16, 17] . We expect that these changes be characterized by a larger number and duration of fixations, higher latency for the initial fixation and a higher number of saccades, as well as a higher total time for the execution of the Visual Maze Test in comparison to Alcohol Condition, indicating transient motor and cognitive changes caused by the intake of alcohol. Thus, the present study aimed to investigate the effects of moderate alcohol intake in eyes movements as an indicator of cognitive processing underlying the visual search in the Maze task. In this study, we investigated the concentration of 0.08% BAC.
Materials and methods

Experimental design
This study used an intra-subject, double-blind, and placebo-controlled experimental design.
Subjects
The subjects of this study were 20 volunteers (11 men and nine women), with ages ranging between 18 and 32 years (22.9 ± 6.07 years old), who consumed alcohol occasionally and in moderate quantities [1] . All volunteers participated in both conditions: experimental, after consuming alcohol (0.08% BAC), and placebo (0.00% BAC).
Regarding the inclusion criteria, the participants had to present normal monocular visual acuity (20/20) or corrected, which was evaluated through "E" Rasquin optotypes. In addition, the participants were assessed for the presence of congenital dyschromatopsia using the Ishihara pseudoisochromatic plates [36] , which were binocularly applied from a distance of 75 cm. Alcohol drinking habits and possible symptoms related to alcoholism were tracked through the Alcohol Use Disorder Identification Test (AUDIT), which was previously adapted for use in Brazil by Santos, Gouveia, Fernandes, Souza, and Grangeiro [37] . In addition, the Beck Depression and Anxiety Inventories were used [38] with the goal of tracking possible symptoms related to depression and anxiety, considering a cut-off point equal to or higher than 20 points, which was used in a study with a Brazilian sample [39] . All volunteers demonstrated that they were in good physical health and were moderate and acute drinkers (2.1±1.0 times per week).
The presence of visual or neurological diseases that could affect visual functions and being pregnant were the exclusion criteria. Other participants who were excluded from the sample were individuals who consumed alcohol 24 h before the tests, exhibited any psychiatric disorder, were taking medication or other toxic substances, and presented a personal or family history (considering parents and siblings) of alcohol or illegal substance dependence. These criteria were verified through a sociodemographic questionnaire that was developed by the researchers themselves. The sample rate of eye movements recorded by the eye tracker was another exclusion criterion; participants who had less than 90% of their eye movements recorded by the equipment were excluded. Approximately 54 potential participants were contacted via telephone and e-mail. Of these, only 36 individuals participated in the screening. The main reason for exclusion were depressive symptoms (n = 2) or anxiety (n = 3), a family history of alcoholism (n = 3), and the use of illegal substances (n = 4). Eye movements were recorded using the protocol with an I-VT fixation filter, which categorizes eye movements based on the eye directional deviation speed. The fixation filter of Tobii Studio is an implementation of a classification algorithm proposed by Olsson [41] .
Ethics statement
Stimulus
The Visual Maze Test was used to evaluate eye movements during the search of the maze exit. This task was developed by Santos, Campos Neto, Sousa, Pessoa, and Nogueira [40] in the Perception, Neuroscience, and Behavior Laboratory of the Federal University of Paraíba. This test shows areas that, which in a brief period of time, it must be decided which path to follow (decision points). Therefore, this problem resolution task requires cognitive processing, in which processes operate such as flexibility, inhibitory control, attention, planning, visual attention and decision making, and in an integrated manner, allow the individual to guide behavior to the goals and solve problems [28] . There are two areas of interest (AOI) in the path between initial point and exit of maze, which correspond with the decision points. It is a rectangular visual maze with an initial point "A" in the center of the screen (the standard fixation initial point established by the eye tracker) and four arrival points "B," one in each corner, with the same difficulty level, in addition to a distribution of pairs in symmetric pathways (pair Type I and pair Type II) (Fig 1) . Additionally, the symmetric pairs are relevant when the participant fails in the first attempt, i.e., if the participant does not find the exit in the Type I pathway, then the researcher may subsequently instruct him/her to try through the Type II pathway. There Alcohol, eye movements and cognition are also dotted lines that indicate the pathway to guide the eye movements and to reduce participant anxiety. The test ended when the participant found the exit of the maze. This test is a relatively simple task, which is shown to be more resistant to psychosocial factors and individual differences. For example, educational level is often a significant factor in neuro-cognitive tests that require the recognition of numbers or letters [40] .
Procedure
The research was divided in two phases: (1) screening and (2) eye tracking evaluation. In the first phase, the participants who complied with the inclusion criteria noted above were invited to participate in the experiment. The second phase lasted for two days with an interval of 20 ± 15 days (washout phase) to prevent interference due to the order of participation in the alcohol and placebo conditions, which were determined in counterbalanced order among the subjects. The experiment was conducted individually in the afternoon between 2:00 and 6:00 P.M. Upon their arrival at the laboratory, all participants were questioned as to whether they followed the instructions to fast for 2 h. In addition, the BAC was measured before the beginning of each experimental session to confirm that the participants had not ingested alcohol 24 h prior to the experiment. The alcohol administration consisted of vodka of the "Wyborowa" brand, with 40% alcohol concentration per volume, diluted in orange juice without sugar in a ratio of 1:3. In the placebo condition, the alcoholic beverage was replaced by tonic water, and two table spoons of powdered lime juice were added to the orange juice. In addition, approximately 10 ml of vodka (an insufficient amount to be recorded by the breathalyzer) were added to mask the placebo, simulating the aroma of an alcoholic beverage. In both conditions the alcoholic doses were also visually similar.
The quantity of alcoholic beverage ingested by each participant was calculated through Dosagem software, which was developed in the Perception, Neuroscience, and Behavior Laboratory and adapted based on the equations suggested by Brick [42] (see in [3] ). This software calculates the quantity of alcohol to be ingested to achieve a BAC of 0.08%. However, the calculation for women and men, which is based on anthropometric characteristics such as weight, height, and quantity of body water, is different. The dose that each individual should consume was divided into two glasses, and the participant was given 4 min to drink each glass.
The experiment was conducted by two researchers because the present study follows a double-blind experimental protocol. Therefore, researcher #1 prepared the alcoholic beverages and measured the BAC, whereas researcher #2 administered the tests and supervised the session. Initially, researcher #1 conducted the first BAC measurement. If the BAC was 0 (which it invariably was), the participant received from researcher #1 his/her first glass of the drink. Two minutes after drinking the first glass, the participant received the second glass.
The BAC measurement in the blood was conducted at five moments, i.e., before the beverage administration and 20, 40, 60, and 90 min after the beverage administration, using the digital breathalyzer model BFD-50, which provides an indirect measure of assessing the quantity of alcohol in the blood through the air exhaled. During the placebo condition, the alcohol content in the blood was measured in the same manner as under the alcohol condition. This alcohol administration method was adapted from previous studies conducted by Silva et [3, 17, 43, 44] .
The eye tracking was initiated when the BAC reached approximately 0.08%, which occurred approximately 30 min after the beginning of alcohol ingestion, for this reason, in placebo condition, the eye tracking also was initiated at this time. In the two conditions, the participants were asked to sit 65 cm from the monitor (this measure was assessed by the eye tracker itself), in a fixed position. Subsequently, a five-point calibration to synchronize the eye point, which was calculated by the eye tracker and the current eye position, was performed. Shortly thereafter, instructions were displayed on the monitor, directing the participant to fix his/her eyes on the maze's central point (A), choose one of the pathways, and attempt to find the maze's exit (B), continuously orienting him/herself through the dotted line. When the participant demonstrated that he/she fully understood the instructions, the maze image was displayed in the center of the screen on a white background. The sequence of the eye tracking procedure is presented in Fig 2. Approximately 2 h after ingestion, the alcohol content in the participant's blood was measured so that the individual would leave the laboratory with the same quantity that was recorded when he/she arrived, thus preventing any types of problems for the subjects.
Statistical analyses
The statistical analyses were conducted using SPSS (Statistical Package for the Social Sciences), version 20. The Kolmogorov-Smirnov test showed that the data complied with the assumption of normality; therefore, parametric tests were applied. In addition, using Student's t-test for repeated measures, significant differences between the participants' performance in the alcohol and placebo conditions (alcohol as independent variable) in relation to the parameters of the eye tracker were observed. A 5% alpha value was considered for all statistical procedures. Additionally, Pearson bivariate correlations were performed with the goal of assessing the associations among the parameters of the eye movement, alcohol drinking habits, and the AUDIT score.
Regarding the metrics of the dependent variables analyzed in this study: the first fixation latency, the fixation and saccade duration (mean and total) variables were measured in ms, whereas the fixation and saccade number variables were measured by the frequency of their occurrence.
Results
Sociodemographic characteristics and alcohol consumption
The volunteers were between 18 and 32 years old (22.9 ± 6.07 years old), and the majority were undergraduate students (40%). In addition, the largest portion of the sample consisted of singles (80%), Catholics (50%), those with a monthly income three to five times the minimum wage (55%), and those who presented right-eye dominance (65%). All participants were exhibited normal (65%) or corrected visual acuity (35%). Regarding alcohol drinking habits, the majority had been drinking for 10 (30%) and five (20%) years, and beer was their beverage of choice (40%). Table 1 describes the alcohol drinking habits and the AUDIT score, which were grouped by gender. These characteristics did not present significant differences between men and women.
Blood alcohol concentration Regarding the BAC differences between men and women, men presented a higher alcohol concentration at BAC2 (0.10 ± 0.01) than women (0.07 ± 0.01), which was a significant difference [t(18) = 3.52, p = 0.01]. At BAC3, there was a significant difference [t(18) = 2.14, p = 0.46] between men (0.06 ± 0.01) and women (0.05 ± 0.02). However, there were no significant differences between the genders at BAC4 and BAC5. In addition, after 90 min, the BAC decreased to 0.014%. As expected, in the placebo condition, the breathalyzer did not detect alcohol concentrations in the subjects' blood (0.00%). Table 2 summarizes the descriptive statistics related to all the eye movement parameters that were analyzed during the execution of the task. It is observed that the first fixation latency was significantly higher in alcohol condition [t(19) = 2.806, p = 0.011, r = 0.541] than in the placebo condition, i.e., participants provided alcohol showed reaction time increased to begin the test. The task execution time was higher in the alcohol condition [t(19) = 2.695, p = 0.014, r = 0.525] than in the placebo condition.
Eye movement parameters
The areas of interest (AOIs 1 and 2) were analyzed, which are the points at which the participant must decide which path to follow to find the way out of the labyrinth. It was observed that the participants on the condition alcohol had a significantly greater number of fixations in both AOI 1 [t(19) = 5.616, p = 0.001, r = 0.789] as on the AOI 2 [t(19) = 5.085, p = 0.001, r = 0.759], in comparison to the placebo condition. Fig 6 shows the gaze plots that represent the participant's eye movements in the alcohol and placebo conditions. The gaze plots portray the basic components of eye movements, fixations and saccades. In the alcohol condition, the 
Discussion
The consumption of alcoholic beverages is observed in almost all cultures, and the negative impacts of alcohol on public health are related to chronic use and moderate acute consumption [1, 45] . The alcohol works as a depressor of the CNS [7, 12] , which may alter diffusely cognitive and perceptual processes [2, 6, 18] . Therefore, the present study examined the effects of moderate acute alcohol ingestion (0.08% BAC) on the eye movement pattern, as an indicator of cognitive processing [34] . Alcohol, eye movements and cognition
Based on Xiao and Ye, alcohol consumption may cause a potential decrease in the activity of GABA, the main inhibitory neurotransmitter in the brain, which is found in the retinal ganglion and bipolar cells, the LGN, the SC and the visual cortex [12] , involved in the processing of visual functions, including the ocular movement control [46] , as well as affects other neural structures related to cognitive processes such as attention, inhibitory control, reaction time, decision making [47] .
We predicted that young adults under the influence of a moderate dose of alcohol may present subclinical alterations in their eye movements, indicating impairment in cognitive processing. The results confirmed our hypothesis: participants in alcohol condition showed a longer first fixation latency and a higher fixation number and duration (mean and total) in the Visual Maze Test compared to the placebo condition. Such findings support the idea that the moderate acute alcohol consumption may lead to alterations in the eye movements pattern. Based on Goldberg and Kotval, eye movements are intrinsically related to cognitive processing because a higher number and time of fixations negatively correlate with the efficiency of the visual search. In addition, the less time to first fixation, may indicate impaired reaction time and attention orientation [48] . In this sense, it is suggested that participants under the influence of alcohol showed less efficiency in cognitive processing during the resolution of the problem proposed in the visual maze test.
In alcohol condition, participants also showed a greater number and duration of saccades and needed more time for the execution of the Visual Maze test, in comparison to placebo condition. In line with Hoffman, the saccadic movements are closely linked to the visual attention, suggesting that attention is oriented in the same direction of saccades [23] . Thus, these results suggest that alcohol can affect the attentional control and reduce the accuracy of location visual targets [5] , i.e., the individuals under the effect of alcohol need to perform a greater sweep of sequential elements to find the way out of the maze [16, 49] . Thus, these effects found may suggest effects of alcohol on the top-down components of visual attention, considering that the Alcohol, eye movements and cognition eye movements are influenced by top-down processes, that require cognitive activity in order to set the goal oriented behaviors [25] , as in the case of the Visual maze test.
Our results corroborate studies that suggest that moderate alcohol ingestion may affect eye movements, in which this alterations evidence impairments in top-down regulative cognitive functions [4, 17, 18, 50] . Although both studies have within subject design, a direct comparison between our findings and those of other studies that assess the relationship between alcohol use and eye movements is difficult due to methodological differences related to, for instance, the form in which the dose of alcohol is administered, the eye tracker equipment, the sample size, and the eye movement parameters that were analyzed. For instance, this is the case for the study by Marinkovic et al. [5] ; although these authors not used double-blind design and administer different doses among participants based on sex (0.6 g/kg of alcohol to male participants and 0.55 g/kg to female participants) different from that used in the present study, in which we use software that is based on anthropometric characteristics to measure the exact amount of alcohol to be ingested to achieve 0.08% BAC. Moreover, our work differs from other studies [5, 17, 18] by the visual stimulus used, which is a complex task that involves problem solving and decision making.
Regarding the study of Abroms et al. [17] , for example, our study differs in relation also to the task and the dosage administered. The authors manage the alcoholic dosage containing a part of alcohol and three parts of mixing carbonated. However, both are similar in a blinded experiment. Despite of these differences, our findings confirm the results found in the literature, indicating that an alcoholic beverage is able to change the eye movements and cognition aspects [4, 16, 18] . It should be emphasized that the studies reported [5, 17] provided methodological support for this work, and the methodological improvements made sought to control the largest possible number of variables involved, providing greater robustness to the results.
In addition, the test used in this study presents areas of decision in which the individual must decide which path to follow to find the way out of the maze. According to Krajbich et al., the evidence that assist in decision are accumulated during the fixations [3] . Our findings showed that that the participants on the alcohol condition had a significantly greater number of fixations in both areas of interest, in comparison to the placebo condition. In this sense, changes in eye movements during the resolution of the task give evidence of the influence of this substance in decision-making and, consequently, in other processes involved in the ability to choose, such as inhibitory control, planning, and visual attention, which in an integrated way, allow the individual to guide behavior regarding goals and solve problems [28] , such as the resolution of the maze task. From this results, the need for a greater number of fixations may indicate difficulties in decision-making process during a visual search [3, 16] .
Additionally, the correlations that were evaluated in this study show that alcohol drinking habits positively correlate with the number and duration of fixations and saccades, which suggests that individuals who ingest a larger number of doses per occasion perform more fixations and saccades when executing the Visual Maze Test. The same is found for the subjects who present a high AUDIT score, i.e., individuals who consume alcohol more frequently and ingest a larger number of doses per occasion must perform more fixations and saccades in executing the test, which suggests possible long-term effects of alcohol consumption [45] on perceptual and cognitive processes.
Nevertheless, some considerations must be presented regarding the alcohol drinking habits in the sample studied. Although the sample consists of social drinkers, the mean AUDIT score shows harmful patterns of alcohol use among the male participants (score > 10). These scores may have been obtained because the sample mostly consists of college students, who frequently inflate the score in the instrument because, in this population, social events are common and alcohol use is encouraged. Similar scores have been found in other studies that assess the effects of alcohol and use samples that are similar to those used in the present study [51, 52] .
In general, several studies have shown impairments in different motor, visual and cognitive functions associated with acute alcohol consumption [16, 17, 18] . On the other hand, there are results that suggest beneficial effects of alcohol on cognition [53] which is the case of the study carried out by Britton, Singh-Manoux and Marmot [54] . These authors investigated the relationship between alcohol consumption and cognitive function (they assessed memory, verbal and mathematician reasoning, recognition and understanding of semantic fluency words and phonemic awareness) and they concluded that for middle-aged individuals, alcohol improves some cognition aspects. Moreover, alcohol consumption can have a protective effect against coronary disease and, possibly, an ischemic stroke, however, these results should be interpreted with caution, since the benefits of alcohol consumption may be outweighed by the other diseases (including liver cirrhosis and Alcoholic psychoses), violence and traffic accidents [54] .
Studies on eye movements are relevant because they provide strong links to cognitive processing [55] . However, the investigation of eye movements have been challenging due to wide range of eye tracking protocols, visual stimuli and eye movement parameters analyzed, which hinders comparisons among studies. In the literature on this theme, for instance, no studies on eye tracking that use a visual task similar to the visual maze used in this study are found. Considering the results obtained, the Visual Maze Test demonstrates that it is an efficient task for evaluating visual information processing, resistant regarding psychosocial and individual factors, and is in line with a previous study in which this test is described [40] . However, additional studies that use this test are needed.
In summary, our results confirm that moderate doses of alcohol can change the eye movements of young adults, giving evidence of the influence of alcohol in cognitive processes, such as planning, visual attention and decision-making, which operate in an integrated manner in the resolution of the Maze Task. Thus, findings of this study add a significant step in understanding the diffuse transitory impairments caused by alcohol in perceptual and cognitive processes analyzed from deficits in the pattern of eye movements. Moreover, assessment of eye movements is relevant due to the essential role of eye movements in performing several everyday activities such as traffic mobility and spatial orientation. Therefore, considering the effect of alcohol consumption on public health, studies that focus on describing possible perceptual and cognitive alterations in adults who are exposed to moderate alcohol use are relevant by encourage public policies that prioritize preventive measures against health damage that is the result of the use of alcohol. 
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